. Neuroblast Number Is Unchanged in the Self-Renewing Layer of prospero Mutant Nerve Cords (A-B) The neuroblast layer of prospero mutant embryos exhibits wild type levels of Wor. Wor levels were assayed at the layer of neuroblasts of wild type (A) and prospero (B) stage 14 embryos. Wor is found in a similar number of cells in the neuroblast layer of both the wild type and prospero embryos. Thus, the layering of the VNC is not severely disrupted in prospero embryos. The position of the ventral midline is indicated (arrowheads). All images depict three segments (from a2-a6) viewed from the ventral surface, oriented with anterior up. Images represent confocal projections of 4-6 µm. 
Figure S2. Effects of Parameter Variation on Number of Prospero Binding Sites
The three main parameters for peak-finding using a run-sums algorithm are the ratio of the hit score to the non-hit score, minimum length of the binding site, and the threshold for what is considered a positive signal. The number of Prospero binding sites was taken as a readout of the run-sums algorithm for peak-finding. (A-B) The effects of varying the hit score to non-hit score ratio on the number of Prospero binding sites. The score of each genomic region was incremented a varying amount (s = 1, 2, 3, 4, 5, 6) for a positive hit, while it was decremented by 6 for a negative hit. The ratio of the score increment to the score decrement determines how accepting the program is of gaps, i.e. a low ratio (1/6) does not allow for many gaps, while a high ratio (6/6) allows for numerous gaps. The total number of Prospero binding sites did not fluctuate greatly in response to varying the hit score to non-hit score ratio (range = 1,477 --1,602 sites). As the ratio increases, the program accepts greater binding sites, but many of the binding sites located close to one another are merged into a single binding site, explaining the fluctuation in the number of sites around 1500. A value of s = 1 was chosen for this analysis to be maximally stringent with respect to "gappiness". (C-D) The effects of varying the minimum length of a binding site on the number of Prospero binding sites. The minimum length of a region for it to be considered a binding site was varied (l = 300, 600, 900, 1200, 1500, 1800, 2100). As the minimum length is increased, the total number of binding sites greatly decreases (range = 3,141 -740 sites). The length of 1200 was chosen as the minimum length of binding site for this study because it is within the range of expect Dam methylase activity. Additionally, as the average probe represents 300bp of genomic DNA, a minimum length of 1200 requires that, on average, a binding site corresponds to at least 4 positive probes, which is unlikely to happen by chance. (E-F) The effects of varying the threshold value on the number of Prospero binding sites. The threshold for the log-ratio of Pros to Control DamID signal to be considered bound by Prospero was varied (t = 1.1, 1.2, 1.3, 1.4, 1.5, 1.6, 1.7, 1.8, 1.9). As expected, when the threshold is increased, the total number of binding sites greatly decreases (range = 2,989 -639 sites). A threshold of 1.4 was chosen for this study, corresponding to a more than 2.6-fold increase of Pros signal over experimental signal. We conclude that the parameters that have the largest effect on the total number of identified binding sites using a run-sums algorithm are the minimum length of the binding site and the threshold for what is considered a positive hit. The parameters selected for this study are given in red in each of the tables. For each of the studies, the parameter studied was varied, while the remaining parameters were held constant (s = 1, l = 1200, t = 1.4). 
Immunohistochemistry and In Situ Hybridization
Immunohistochemistry of whole-mount Drosophila embryos was carried out as previously described ( In situ hybridisation was performed as described (Wilkie et al., 1999) , with hybridisation temperatures ranging from 65°C to 70°C. Primers were designed to amplify a unique region of the respective transcript from an embryonic cDNA library (details of the primers used to make in situ probes can be found in Supplementary Methods and Table SM2 ). The primers were designed using Primer3 (Rozen and Skaletsky, 2000) with an optimum length of 24 bp and optimum Tm of 60 o C. The reverse primer included the T7 sequence CAGTAATACGACTCACTATTA. The average product size was 1000 bp. The PCR was performed using Phusion Taq (NEB) with the following cycles: 98oC for 2 min., 5x (98 o C for 20 sec., 50 o C for 20 sec., 72 o C for 1 min.), 35x (98 o C for 20 sec., 59 o C for 20 sec., 72 o C for 2 min.) and 72 o C for 5 min. Digoxigenin-labeled antisense RNA in situ probes (Tautz and Pfeifle, 1989) were generated by transcribing with a T7 RNA polymerase. Approximately 1 µg of template PCR product was used to perform in vitro transcription using T7 RNA polymerase (Roche) and DIG labelled UTP (Roche). The reaction was left for ≥ 36 hrs at 18 o C. The probes were degraded to an average size of 500 bp using carbonate buffer (Cox et al., 1984) . The probes were EtOH precipitated and resuspended in a volume of 10 µl of DEPC water containing 0.2 µl of RNase inhibitor (Roche). This was diluted 1:500 in hybridisation buffer for the in situ hybridisation.
Statistical Analysis of Expression Microarray Data
Fluorescence was measured using the GenePix 4000B scanner (Axon Instruments). Images were quantified with the Dapple software (Buhler et al., 2000) . The data was normalised using the variance stabilising normalisation library ('vsn'; (Huber et al., 2002) within Bioconductor (Gentleman et al., 2004) . Statistical analysis was performed using "siggenes", an R package utilising the "Significant Analysis of Microarrays" (SAM) algorithm proposed by (Tusher et al., 2001) , available from Bioconductor. This involved a two class, unpaired data analysis with modified t-statistic to identify differentially expressed genes and to estimate the False Discovery Rate (FDR), which is presented as a q value for each gene in the final list of significant genes. For our analysis a Delta value of 0.8 was used.
